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AOAC Use-Dilution Method ..

SPONSOR: KIK Custom Products
909 Magnolia Avenue
Auburndale, FL 33823

ATS Labs
1285 Corporate Center Drive, Suite 110
Eagan, MN 55121

PURPOSE
The purpase of this study is to determine the effectiveness of the Sponsar's product as a disinfectant for hard

surfaces following the AOAC Use-Dilution Method. This method Is' in compllance with the requirements of the
followlng TheU S. Envlrenmental Protectron Agency (EPA).

start da(e of this study. Pemnent informatlon, which may affect the outcome of this’
in wrmng to the Study Director upon sampla submission to ATS Labs. -

results may be given upon completion of the study wﬂh 3 wn
February 25, 2013. To expedite scheduling, please be sure i
is complete/accurate upon amvival at ATS Labs.

;_,ubstanoe acumentaﬂon :

If a test must be rgpeated, or a partion of it, due to failure by ATS Labs to adhere to specified procedures, il will
be repeated free of charge. If a test must be repeated, or a portion of it, due to failure of internal controls, it wil
be repeated free of charge. "Melhods Development” fees shall be assessed, however, if the test substance
and/or test system require modificalions due to complexity and difficulty of testing.

If the Sponsor requests a repeat test, they will be charged for an additional test.

Neither the name of ATS Labs nor any of its employees are to be used in advertising or other promotion without
written consent from ATS Labs.

The Sponsor is responsible for any rejection of the final report by the regulating agencies concerning report
format, pagination, etc. To prevent rejection, Sponsor should carefully review the ATS Labs final report and notify
ATS Labs of any perceived deficiencies in these areas before submission of the report to the regulatory agency..
ATS Labs will make reasonable changes deemed necessary by the Sponsor, without altering the technical data.

or 15&.on hard surfaces
ibe's te: st ; afin nee against the claimed
orgamsm “This'is accomplished in the laboratory by wre y ‘substance under
conditions which simulate as closely as possible the actual les tance is destgned
to be used. For products intended for use on hard surfaces (dry, manlmate envuonmental surfaces), a carrier
method is used in the generation of the supporling data. The experimental design in this protocol meets these
requirements.
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TEST PRINCIPLE

A film of organism cells dried on a surface of stainless stee! carrlers is exposed lo the test substance for a
specified exposure time. After exposure, the carriers are transferred to vessels contammg neutralizing subculture
media and assayed for survivors, Appropriate culture purlty. sterility, viability, carrier population and neutralization
confirmation controls are performed. The current version of Standard Operating Procedure CGT-4400 reflects the
methods which shall be used in this study.

TEST METHOD

Incubation” ",
. Parameters ‘)
i

Test Organism ‘ ATCcC# Growth Medium

‘. En!erococcus faecalis _o29212 Fluxd Thlogtycollate Medl

'The test orgamsm to be used in thls study was obtamed from the American Type Culture Collection (ATCC)
Manassas, VA.

Subculture Medium: Neutralizing broth appropriate for the test substance,

Carriers

Carriers will be screened according to AOAC Official Maltiodiol
discarded. Only penicylinders showing no growth ma ised;:
overnight In 1N NaOH, washed in water until neutral gnd-aiitoctaved. n:
within three months of sterilization. .

fiy-carrier positive for growth will be
‘penicylinders will be pre-sbaked
elonlzed water. Carriers shall be used

Preparation of Test Organism
A loopful of stock slant culture or 10 pL of a thawed cryovial of stock arganism broth culture will be used to

inoculate the initial 10 mL tube of growth medium.

Mix and incubate the initial culturs for 2412 hours at 35-37°C. Following incubation and without vortex mixing the
initial culture, transfer 10 pL of culture to sufficient 10 mL tubes of culture medium (daily transfer #1). Up to four
additional daily transfers may be prepared. The final test culture will be prepared using culture from daily transfer
# 1-5. Incubate the final test culture for 48-54 hours at 35:37°C.

The test culture will be vortex mixed for 3 to 4 seconds and allowed to stand for 210 minutes prior to use. After
this time, the upper portion of the culture will be removed, leaving behind any-clumps or debris and will be pooled
in a sterile vessel. The culture may be diluted. Applicable culture dilutions shall be performed using sterile
growth medium and shall not exceed a 1:2 dilution (one part test culture 1o one part sterile growth medium). An
organic soll foad will be added to the test culture per Sponsor's request. The final test culture will be mixed
thoroughly prior to:use.

Contamination of Carrlers
The culture will be transferred to the penlcylmders and the carrlers W|II be immersed for 1522 minutes in a
prepared. suspension at a ratio of one, carrier per one; 4 carrlers will be inoculated

The test substan: : ()
requested By the

ted test substance(s) shall be used wnhm thr p )
Lk 12 i:dilution will be aliquotted Into the required ntimbar:of sterile 25%150:
or 256 x 100 mim lubés. The. lubés:will be placed into a waterbath at the specifié Ted: ‘exposure temperature. and
allowed to equilibrate for 210 minutes prior to testing.
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Exposure Conditions
Each contaminated and dried carrier will be placed into a separale tube containing 10 mL of the test substance at

its use-dilution for the desired exposure time and tempeiature. Immediately after placlng each test carrler in the
test tube, swirl the tube using approximately 2-3 gentle rotations to release any air bubbles trapped in or on the

carrier.

Test System Recovery
Following the Sponsor specified exposure i
staggered intervals to 10-20 mt of primary i
removed from the disinfectant tube with a sterill -hod
excess disinfectant and transferred inta the sUbcuitu
upper third of the tube. If secondary neutralization is.
substance active andfor concentration, carriers will b 3
containing 10-20 m of neulralizing broth beginning approximalely 25-60 minutes after subcllture of the carrler
into the primary neutralizing subcuiure medium.

Incubation and Observation

All subculture vessels and controf plates are Incubated for 48+2 hours at 356-37°C. '
Following incubation, the subcultures will be visually examined for growth. If necessary, the subcultures may be

placed at 2-8°C for up to three days prior to examination.

Representative subculture tubes showing growth wlili be subculiured, stained and/or bioghemically assayed to
confirm or rule out the presence of the teat organism. .

STUDY CONTROLS

Purity Control
A "streak plate for isolation” will be performed on the organism culture and following incubation examined in order

to confirm the presence of a pure culture. The acceptance criferion for this study control is a pure culture
demonstrating colony morphology typical of the test organism. R

Organic Soll Sterility Control
The serum used for soil load will be cultured, incubated, and visually examined for lack of growth. The acceptance

criterion for this study control is lack of growth.

Carrier Sterility Control
A representative uninoculated carrier will be added to the neutralizing subculture medium. The subculture medium
containing the carrier will be Incubated and examined for growth. The acceptance criterion for this study control is

lack of growth.

Subcul»ture Medium Sterility Control
ple of uninoculated neutrahzmg subculture medium will be incubated and visually examined. The

‘gxamined for
minimally.
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Neutralization Confirmation Control e o
The neulralization of the test substance will be conﬁrmed b exposing
i

The acceptance criterion for this study control Is growth in the final subcuiture brath, minimally, following Inoculation

with.<100 CFU.

Carrier Population Control
Two sets of three inoculated carriers (one set prior to ts
carrier set will be assayed. Each [noculated carrier will b
neutralizing subculiure medlum and sonicated for appi
the three subculture

Additionally, each efficacy test is assigned a unique Projét!
the Study Director. This number is used for identification
test. Test subcultures are also labeled with reference
product. Microscopic andior macroscopic evaluations:ofpo
the identity of the test organism. These measures are designed fo: docurentthe’ ‘ident

METHOD FOR CONTROL OF BIAS: NA
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STUDY ACCEPTANCE CRITERIA

Test Substance Performance Criteria

The®U.S. EPA efficacy performance requirements for label claims state that the test substance muslt kil the
microorganism on 10 out of the 10 inoculated carriers.

Control Acceptance Criteria

The study controls must perform according to the criterla detailed in the study controls description section. If any
control acceptance criteria are not met, the test may be repeated under the current pratocol number.

REPORT

The report will include, but nol be limited to, identification of the sample, dale received; initiation and completion
dates, identification of the organism strains used, description of media and reagents, description of the methods
employed, tabulated results and conclusion as it relates o the purpose of the test, and ali other items required by
40 CFR Part 160.185.

PROTOCOL CHANGES

If it becomes necessary to make changes in the approved protacol, the revision and reasons for changes will be
documented, reported to the Sponsor and will'become a part of the permanent fiié for that study. Similarly, the
Sponsor will be notified as soon as possible whenever an event occurs that may have an effect on the validity of
the study.

Standard operaling procedures used in this study will be the correct effective revision at the time of the work. Any
minor changes to SOPs (for this study) or methods used will be documented in the raw data and approved by the
Study Director.

fisor to retain a sample of the test substance. Alf unused test substance will
pietion unless otherwise Indicated by Sponsor.

B
‘be discarded fo!!owing

RECORD RETENTION
Study Specific Documents

All of Lhe original raw data developed exclusively for this study shall be archived at ATS Labs. These original dala
include, but are not limited to, the following:
1. All handwritten raw data for control and test substances including, but not limited to notebooks, data
forms and calculations.
2. Any protocol amendments/deviation notifications. K
3. All measured data used in formulating the final report.
4. Memoranda, specifications, and other study specific correspondence relating to interpretation and
evaluation of data, other than those documents contalned in the final study report
5. Original signed protocol.
6. Certified copy of final study report.
7. Study-specific SOP deviations made during the study.

Facility Specific Documents

The following records shall also be archived-at ATS Labs. These dacuments include, but are not limited 1o, the
following: )
1. SOPs which pertain to the study conducted.
2. Non study-specific SOP deviations made during the course of this sludy which may affect the resuits
obtained during this study.
3. Methods which were used or referenced in the study conducted.
4. QA reports for each QA inspection with comments.
5. Facility Records: Temperature Logs {(ambient, incubator, etc.), instrument Logs, Calibration and
Maintenance Records.
6. Current curriculum vitae, training records, and job descriptions for all personnel involved in the study.
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DATA ANALYSIS

Calculations

Determine the CFU/Carrier set in the Carrier Population Control using all average counts between 0-300 CFU as
foliows:

npulralizer)

CFU/carrier = [favq* GFU for: 407N+ {avd, OFU T A0YY + {ava: CEELBE 10T K {Volne ol
) (10™+ 107+ 10 x (Volume plated) x (# of camiers per: set)

where 107, 107, and 107 are exampie dilutlons that may be used

Average Logi Carrier Population Control = L0g;pX, + LogyeXs + ...Logy Xy
N

Where: X equals CFU/carrier set
N equals number of control carrier sets

Statistical Analysis

None used.
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STUDY INFORMATION
(All sections must be completed prior to submitting protocol)

5 EPP fey. No. o2t~ T
(e Jin 21413

Product Descrlption: . .

O Quaternary ammonia 0 Peracetic acid
U fodophor O Peroxide
& Sodium hypochlorite a Omer g

Test Substance Actlve Concentration {upon submlsslon to ATS Labs)‘

Neutralization/Subculture Broth: D'f--

Aeutralizer: (See;?&e Schedu!a)
Storage Conditions:
B Room Temperature
<£¥2-8°C
Q:Oher:....

Hazards:
'O .None known: Use Standard Precautions
| Material Safety Data Sheet, Attached for each product
As Fallows:

Product Preparation
O No dilution required, Use as received (RTU) - <Spr Preroto L
M *Dilution(s) to be tested: J
.34 cup pergallon . defined as__3/4 CuP #_\ Cavten | MIOIF c#To
(example: 1. oz/galion) #Xamount of test substance)  (amount of diluent)
O Deionized Water (Filter or Autoclave Sterilized)
& Tap Water (Filter or Autoclave Sterilized)
Q AOAC Synthetic Hard Water: . PPM
O Other
*Note: An equivalent dilution may be made unless otherwise requested by the Sponsor. -

Test Organism: B Enterococcus faecalis (ATCC 29212)

- Carrier Number: 10 per batch
Exposure Time: >5 Minutes Exposure Temperature: 2041 °C

Organic Soil Load:
Q Minimum 5% Organic Soil Load (Fetal Bovine Serum)
&2 No Organic Soil Load Requured
QOther::

Templure 210-114.
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TESTY SUBSTANCE SHIPMENT STATUS

0 Has been used in one or more previous studies at ATS Labs...
O Has been shipped to ATS Labs (but has not been used in @ prewous study).

Date shipped to ATS Labsy, .. . .. g .. Sentvia overnight delivery? [ Yes O No
M will be shipped to ATS Labs. :
Date of expected recelpt at ATS Labs* F £ S 2 01 3

O  Sender {if other than Sponsory_......... .

. COMPLIANCE.

Study to be performed under EPA Good'Laboratory Practice regulations. (40 CFR Part 160) and in accordance 1o
standard operating procedures.

M Yes

QO No (Non-GLP Study)

PROTOCOL MODIFICATIONS.
a Approved wnhout modification

PROTOCOL ATTACHMENTS
Supplemental information Form Attached - 0 Yes M No

APPROVAL SIGNATURES

SPONSOR:
NAME';\ Mrodustin Lowe o o - o e s TTLED _REE]_:!AOD\Q_“I,QA,M?Q?Q..EE R
SIGNATURE
PHONE:___(863) 551 - 3006 FAX: . EMAIL:__jlowe@kikcorp.com

For confidentiality purposes, study information will be released only to the sponsorfrepresentalive signing the
protocol (above) unless other individuals are specifically authorizad if writing to receive study information,

Other individuals authorized fo receive information regardlng this study; O See Attached
Lesnivg Geirpp M O SV @, pUraAC.GoML

. :"'SfU'dy 'Direétor A
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